The transcription factor MAFB is an important regulator of the development and differentiation of various organs and tissues. Previous studies have shown that MAFB is expressed in embryonic and adult mouse testes and is expected to act as the downstream target of retinoic acid (RA) to initiate spermatogenesis. However, its exact localization and function remain unclear. Here, we localized MAFB expression in embryonic and adult testes and analyzed its gene function using Mafb-deficient mice. We found that MAFB and c-MAF are the only large MAF transcription factors expressed in testes, while MAFA and NRL are not. MAFB was localized in Leydig and Sertoli cells at embryonic day (E) 18.5 but in Leydig cells, Sertoli cells, and pachytene spermatocytes in adults. Mafb-deficient testes at E18.5 showed fully formed seminiferous tubules with no abnormal structure or differences in testicular somatic cell numbers compared with those of control wild-type mice. Additionally, the expression levels of genes related to development and function of testicular cells were unchanged between genotypes. In adults, the expression of MAFB in Sertoli cells was shown to be stage specific and induced by RA. By generating Mafb fl/fl CAG-CreER™ (MafbcKO) mice, in which Cre recombinase was activated upon tamoxifen treatment, we found that the neonatal cKO mice died shortly upon Mafb deletion, but adult cKO mice were alive upon deletion. Adult cKO mice were fertile, and spermatogenesis maintenance was normal, as indicated by histological analysis, hormone levels, and germ cell stage-specific markers. Moreover, there were no differences in the proportion of seminiferous stages between cKO mice and controls. However, RNA-Seq analysis of cKO Sertoli cells revealed that the down-regulated genes were related to immune function and phagocytosis activity but not spermatogenesis. In conclusion, we found that MAFB is dispensable for fetal testis morphogenesis and spermatogenesis maintenance in adult mice, despite the significant gene PLOS ONE | https://doi.org/10.1371/journal.pone
Introduction
The active metabolite of vitamin A, retinoic acid (RA), is essential for the initial differentiation and meiotic entry of spermatogonia. Vitamin A-deficient (VAD) mice result in blockage of A to A1 spermatogonia transition, and only undifferentiated type A spermatogonia and Sertoli cells remain within the seminiferous tubules in the testes [13] . This indicates that removing RA inhibits the ability of undifferentiated spermatogonia to differentiate in adult mouse testes. Treating VAD mice with retinol or RA results in the complete recovery of spermatogenesis [13] . Two models have been suggested for how RA drives male germ cell development [11, [14] [15] [16] [17] [18] [19] . First, RA that generated by Sertoli cells in the neonatal testes acts in an autocrine manner to induce the first wave of A1 spermatogonia differentiation. Second, after the first wave, the transition of A to A1 spermatogonia appears to be generated by the activity of RA in either pachytene spermatocytes or preleptotene spermatocytes. However, the target genes that are regulated by RA and that control spermatogonia differentiation remain to be discovered.
A previous report revealed that MAFB is one of the RA target genes that induces spermatogonia differentiation [11] . The authors specifically knocked out RA-synthesizing enzymes (RALDH1 to RALDH3 encoded by Aldh1a1 to Aldh1a3 genes) in Sertoli cells and found a blockage of spermatogonial differentiation, similar to VAD mice. After treatment with a RARA agonist, differentiated spermatogonia were detected with highly increased MAFB expression in Sertoli cells [11] . In addition, they detected a robust RAR-binding site at the end of the Mafb coding region, indicating that this gene is a direct target of RA.
However, the complete role of MAFB in spermatogonia differentiation remains unclear because Mafb knockout mice die by birth, and conditional alleles are not generated by this time. In the current study, we generated conditional alleles of Mafb and investigated the role of Mafb in male gonads.
Materials and methods

Animals
All mice used in this study were of the C57BL/6 background. Animal experiments were approved by the Animal Experiment Committee of the University of Tsukuba (Permit Number: 14-049) and performed in accordance with the Guide for the Care and Use of Laboratory Animals of the National Institutes of Health. All the mice received humane care, were maintained in specific pathogen-free conditions and were euthanized with carbon dioxide gas in the Laboratory Animal Resource Center at the University of Tsukuba to minimize suffering. Animals were checked daily and the specific criteria for animal euthanasia when they displayed early markers associated with death or specific signs of severe suffering or distress, including slow or no mobility or an absence of heartbeat or respiratory movement.
Wild-type (WT) mice were purchased from the Institute for Animal Reproduction (Kasumigaura-shi, Japan). Mafb/GFP knock-in null mutant (Mafb −/− ) embryos were generated and genotyped as previously described [20] . Mafb conditional knockout (Mafb-cKO) mice were generated by homologous recombination in embryonic stem (ES) cells. Briefly, the mouse Mafb locus was cloned from a BAC clone, and the targeting construct was linearized and transfected into ES cells by electroporation. Recombinant ES cell clones expressing the neomycin gene were selected and injected into C57BL/6 mouse-derived blastocysts using standard procedures. The neomycin selection cassette was flanked by FRT recombination sites and excised in vivo by crossing with the general FLP deleter strain (Jackson Laboratories). Table 1 .
Cre driver mice efficiency
R26GRR reporter mice, as previously described [21, 22] , were mated with the CAG-CreER™ driver mouse strain obtained from Jackson laboratories. The progeny were genotyped using the Cre and GFP primers listed in Table 1 . Frozen sections from the mice carrying double heterozygous mice carrying GRR and Cre recombinase were then analyzed with or without tamoxifen injection. 
RT-PCR
https://doi.org/10.1371/journal.pone.0190800.t001
Tamoxifen administration
Tamoxifen (Sigma; T5648) was dissolved in corn oil. The tamoxifen-oil mixture was stored at −20˚C until used. Neonatal mice received 50 μg tamoxifen/day intragastrically from P1 to P3 [23] . Starting 6 weeks after birth, mice received 75 mg tamoxifen/kg body weight intraperitoneally once daily for 5 consecutive days [24] . All littermates were injected with the same dose to generate the necessary controls.
Reverse transcription PCR (RT-PCR)
Total RNA was extracted from various tissues with a Nucleospin RNA II kit (TaKaRa 740955), and cDNA was synthesized with a QuantiTect Reverse Transcription kit (QIAGEN; 205313), each according to the manufacturer's instructions. PCR was performed for Mafa, Mafb, c-Maf, and Nrl using TaKaRa Ex Taq (RR001). Hprt was used as an internal control for cDNA quality and PCR efficiency. The sequences of the primers used for RT-PCR are shown in Table 1 .
Quantitative RT-PCR (qRT-PCR)
Total RNA was extracted from the testes with a Nucleospin RNA II kit (TaKaRa; 740955), and cDNA was synthesized with a QuantiTect Reverse Transcription kit (QIAGEN 205313), each according to the manufacturer's instructions. Quantitative PCR reactions were run on a Thermal Cycler Dice Real-Time System Single (Takara) with SYBR Green PCR master mix (Takara; RR820). All qPCR analyses were performed in duplicate. Amplification products were quantified by the standard curve method. The mRNA levels of each gene were normalized to that of Hprt. The primers used for qPCR are listed in Table 1 .
Tissue collection and histological analysis
Tissues were dissected from mice immediately after euthanasia, fixed in 4% (mass/vol) paraformaldehyde for up to 24 h (5 h in case of embryos and neonatal mice), stored in 70% (vol/vol) ethanol, and embedded in paraffin. Sections of 5-μm thickness were prepared and mounted on glass slides. After deparaffinization, slides were used either for immunohistochemical analyses or stained with periodic acid-Schiff (PAS) and haematoxylin/eosin (HE).
Immunohistochemical analysis
Sections were deparaffinized, boiled for antigen retrieval in 20 mM citrate buffer (pH 6.0) for 10 min, and blocked in the appropriate serum for one hour. Sections were then incubated with a 1:400 dilution of the following antibodies overnight at 4˚C: rabbit polyclonal anti-MAFB (BETHYL; IHC-00351), goat polyclonal anti-GATA4 (Santa Cruz Biotechnology; sc-1237), guinea pig polyclonal anti-vimentin (Progen Biotechnik; GP53), rabbit polyclonal anti-SOX9 (Santa Cruz Biotechnology; sc-20095), rabbit polyclonal anti-STAR (CST; 8449), goat polyclonal anti-GFRA1 (R&D; AF560), goat polyclonal anti-E-cadherin (R&D; AF748), rabbit polyclonal anti-PLZF (BETHYL; IHC-22839), mouse polyclonal anti-PLZF (Calbiochem; OP128), goat polyclonal anti-KIT (R&D; AF1356), and/or mouse polyclonal anti-SCP3 (Abcam; ab97672), followed by incubation with a 1:1000 dilution of the appropriate Alexa Fluor-conjugated secondary antibody (Life Technologies, Gaithersburg, MD, USA). In the case of double staining with PNA-lectin, a FITC-conjugated peanut agglutinin (Sigma; L7381) was incubated together with the appropriate secondary antibody. For double staining with two primary antibodies from the same host species (rabbit), Zenon Alexa Fluor 488 and 594 rabbit IgG1 labelling kits were used (Thermo Fisher Scientific). Sections were counterstained with DAPI.
Immunocytochemical analysis
Isolated Sertoli cells were plated onto a silanized glass slide using a Shandon Cytospin™ 3 centrifuge. Cells were then fixed with 4% paraformaldehyde in PBS for 15 min at room temperature. Cells were washed with PBS and blocked with 3% skim milk plus 0.1% Triton X-100 in PBS. Cells were then incubated with a 1:500 dilution of guinea pig polyclonal anti-vimentin antibody (Progen Biotechnik; GP53) overnight at 4˚C. After washing, cells were incubated with a 1:1000 dilution of Alexa Fluor 594-conjugated secondary antibody (Life Technologies, Gaithersburg, MD, USA) for an hour at room temperature. Cells were counterstained with DAPI.
Counting of Leydig and Sertoli cells
Leydig and Sertoli cells were identified in 18.5-dpc mouse testes. Testes from WT and Mafb KO embryos (n = 3) were sectioned, and 4 sections for each gonad were randomly selected and stained with an antibody against GATA4 or STAR. The number of STAR-positive cells outside seminiferous tubules (Leydig cells) and GATA4-positive cells inside the tubules (Sertoli cells) were counted, and the whole gonadal areas were measured.
Isolation of stage-specific seminiferous tubules
The specific stages of seminiferous tubules were isolated for qPCR analysis. Briefly, mature WT male mice were sacrificed, and the testes were dissected and decapsulated in a Petri dish containing PBS. The tubules were viewed on a trans-illuminating dissection microscope. The light absorption pattern was used to identify the different stages as previously described [25] .
Primary Sertoli cells culture
Primary Sertoli cells were isolated and cultured as previously described [26, 27] with slight modifications. Briefly, three-week-old testes without tunica albuginea were sequentially treated with 0.5 mg/ml collagenase (Wako, 034-22363), 1 mg/ml hyaluronidase (Sigma, H3506) plus 1 mg/ml collagenase, and 1 mg/ml hyaluronidase in Dulbecco's modified Eagle's medium (DMEM) containing DNase I. Small pieces of seminiferous tubules were removed via filtering through a 100μm-pore-size filter. The purity of the isolated cells was confirmed by immunocytochemical staining with an anti-vimentin antibody (Progen Biotechnik; GP53). Isolated Sertoli cells were cultured with F12-DMEM (Invitrogen, 10565-018) mixed with 10 μg/ml insulin (Nacalai Tesque, 19251-24), 5 μg/ml transferrin (Sigma, T1147), and 5 ng/ml epidermal growth factor (BD Bioscience, 40010) at 34˚C. The culture medium was changed at days 2 and 4, and Sertoli cells were stimulated with 1 μM RA (Sigma) at day 5 for 24 hours. Then, qPCR analyses were performed.
Protein extraction and western blotting
Mouse testes were homogenized in lysis buffer (20 mM Tris-HCl pH 8, 150 mM NaCl, 0.5 mM EDTA, 1% Triton X-100) containing a 1% protease inhibitor cocktail. The homogenates were centrifuged at 15,000 RPM for 5 min at 4˚C, and the supernatant was separated by 10% SDS-PAGE and electroblotted onto PVDF membranes (GE Healthcare) under semi-dry conditions (Atto, Tokyo, Japan) as previously described [28] . The membranes were blocked with 5% skim milk and 1% bovine serum albumin (BSA) in PBST overnight at 4˚C and then incubated with anti-MAFB antibody (1:1000; BETHYL IHC-00351) in blocking buffer for an hour at room temperature. After being washed, the membranes were then incubated with peroxidase-conjugated anti-rabbit IgG secondary antibody (Sigma, 1:2000) in blocking buffer for an hour at room temperature. As a loading control, we used an HRP-conjugated anti-β-actin antibody (1:3000; MBL PM057-7). Signals were detected via western blotting with luminol reagents (Nacalai). The protein marker used was WIDE-VIEW prestained protein size marker III (Wako, Osaka, Japan).
Testosterone measurement
Male mice of each genotype (n = 4) were analyzed three times at 3 and 8 months of age. Blood was collected by cardiac puncture post-euthanasia, allowed to clot for 30 min, and centrifuged at 6,000 rpm for 10 min at 4˚C to separate the plasma. Plasma testosterone concentration was determined using a testosterone ELISA kit from Enzo Life Sciences (Sapphire Bioscience; ADI-900-065) according to the manufacturer's recommendations.
Breeding test
Four adult males, 3 and 8 months old, of each genotype were mated with WT females (male/1 female). Females were subsequently observed for parturition 3 weeks (the gestation period of mice) after exposure to the male for a duration of 2 weeks. After the female mice gave birth, the number of pups per litter was recorded.
Sperm analysis
Four adult male mice, 3 and 8 months old, of each genotype were evaluated. Total sperm obtained from the cauda epididymis were counted using a haemocytometer. Sperm motility parameters in samples containing >300 sperm were evaluated by loading the sample onto a microslide (0.1 × 2.0 mm; HTR 1099; VitroCom) and were measured using a TOX IVOS automated system (Hamilton Thorne).
Proportion of seminiferous stages
Three male mice from each genotype were scarified; testes were dissected, fixed in 4%PFA, embedded in paraffin, and sectioned. The sections were then stained using periodic acidSchiff (PAS) stain. In total, 100 seminiferous tubules were scored per animal. The tubules were staged as previously described [29] .
Flow cytometry
For Mafb expression analysis, adult Mafb-GFP knock-in mice in which the GFP gene was inserted into one allele of the Mafb locus [20] were used for the flow cytometric analysis as previously described [30] . Briefly, testes were treated twice with 1 mg/ml collagenase in DMEM containing 25 U/ml DNaseI twice at room temperature for 10 min and then with 2 mg/ml hyaluronidase and 1 mg/ml collagenase in DMEM containing 25 U/ml DNaseI at 32˚C for 30 min with agitation. After filtration using a 35-μm filter, cells were suspended in PBS containing 2% fetal bovine serum (FBS) and 100 μg/ml propidium iodide (PI). PI-negative cells were sorted against GFP with a Beckman Coulter Gallios (Beckman Coulter), and Sertoli cells were distinguished from germ cells according to the parameters explained previously [30] . WT mice were used as a control. The data were analyzed using FlowJo software (Tree Star, Inc).
For RNA-Seq analysis, Sertoli cells from Mafb-cKO mice were sorted by the same method. Mafb fl/fl mice were used as a control. The purity of the isolated cells was confirmed by immunocytochemical staining with anti-vimentin antibody (Progen Biotechnik; GP53).
RNA sequencing and bioinformatic analysis
Total RNA was extracted using a Nucleospin RNA XS Kit (TaKaRa; 740902) from the isolated Sertoli cells of cKO and control mice at three months of age (n = 3, each group). The concentration and purity of the RNA were determined by automated optical density evaluation (OD 260/OD 280 ! 1.8 and OD 260/OD 230 ! 1.8) using a Nanodrop system. RNA sequencing libraries were prepared with a NEBNext rRNA Depletion Kit and an ENBNext Ultra Directional RNA Library Prep Kit (New England Biolabs) according to the manufacturer's instructions using 9 to 70 ng of total RNA samples. Then, 2x36 base paired-end sequencing was performed with a NextSeq500 sequencer (Illumina) by Tsukuba i-Laboratory LLP (Tsukuba, Japan). FASTQ files were imported to the CLC Genomics Workbench (Version 7.5.1), mapped to the mm10 mouse genome and quantified for annotated genes in the ENSEMBLE database. FASTQ files containing the unmapped reads were deposited into NCBI GEO (accession no. GSE94297). Up-regulation and down-regulation were defined as relative transcription levels above Log2-fold change (FC) ! |±5|. Genes that were up-regulated or down-regulated by more than two folds were selected and filtrated by scatter plot. A heatmap was generated by R 3.2.1 GUI 1.66 Snow Leopard build (6956) software. The Database for Annotation, Visualization and Integrated Discovery (DAVID) was used for KEGG pathway analyses of the identified differentially expressed genes (DEGs) with thresholds of P-value <0.05 and enrichment gene count !3.
Statistical analysis
Values were recorded as the mean±standard error (SEM) or ±standard deviation (S.D.) of the mean. The statistical significance of the differences among the means of several groups was determined using Student's t-tests. P<0.05 was considered significant.
Results
MAF family of transcription factors in mouse testes
The functions of genes are determined in part by their expression patterns. The expression of large MAF transcription factors in mouse testes has not been fully elucidated. To identify which MAF factor is expressed in testes, MAF mRNAs were analyzed by RT-PCR in adult mouse tissues. We extracted the total RNA from various mouse tissues, including the testes, pancreas, spleen, kidney, and eye. After synthesizing the cDNAs, PCR was performed for Mafa, Mafb, c-Maf, Nrl, and the internal control Hprt. The results showed that Mafb and cMaf are the only large MAF transcription factors expressed in testes, in addition to their expression in the pancreas, spleen, kidney, and eye. Mafa was expressed in the pancreas and eye, while Nrl was only detectable in the eye ( Fig 1A) . Next, we focused on the transcription factor Mafb. To determine whether Mafb expression in testes was from somatic cells or germ cells within the seminiferous tubules, we used adult Mafb-GFP knock-in mice in which the GFP gene was inserted into one allele of the Mafb locus, and WT mice were used as the control. (Fig 1B) . We then localized the expression of MAFB protein in mouse testis sections by immunohistochemistry using anti-MAFB antibody at the E18.5 and adult stage. At E18.5, MAFB protein were negative for MAFB at the E18.5 stage (Fig 2A) .
At 
Testis morphogenesis developed normally in Mafb KO mice
As described above, Mafb is expressed in embryonic testes. The effects of Mafb disruption on fetal testis morphogenesis were examined at the histological level and molecular level. We first analyzed the histology of prenatal mouse testes just before birth at E18.5 by staining with HE staining. The results showed that in for the Mafb KO mice, the seminiferous tubules were fully formed, and no abnormal structure was found in the testis sections (Fig 3A) . Furthermore, Leydig and Sertoli cell numbers, the two types of cells that express Mafb in embryonic testes, were counted and shown as the number of cells per unit area (Fig 3B and 3C) . Immunostaining for STAR (a Leydig marker) and GATA4 (a Sertoli marker within seminiferous tubules) were used as indicators. The average number of Leydig cells was 11±2 for WT vs. 10±3 in KO mice per 10000 μm 2 area. The average number of Sertoli cells was 30±6 for WT vs. 33±7 in KO mice per 10000 μm 2 area. In total, Leydig and Sertoli cell numbers did not differ significantly between KO and age-matched WT testes. In addition, no abnormal distribution or clustering of the Leydig cells was observed in the KO testes. To confirm and extend the histological data, the expression levels of cell type-specific genes involved in normal development and function of the testes were examined at E18.5 using qRT-PCR (Fig 3D) . The expression level of Oct4 (also known as Pou5f1), which is expressed exclusively in embryonic gonads by early pluripotent germ cells, was not altered between WT and KO testes. On the other hand, the expression levels of genes involved in steroid hormone synthesis as indictors of fetal Leydig cell development and function were examined in the KO testes. The steroidogenic protein levels of StAR, which facilitates the rapid transport of cholesterol into mitochondria, Cyp11a1, which catalyzes the conversion of cholesterol to pregnenolone, Cyp17a1, which catalyzes the conversion of pregnenolone into hydroxyprogesterone, and Hsd3b1, which converts pregnenolone to progesterone did not differ significantly between WT and KO testes, indicating that steroidogenic output was not compromised in the KO testes. Moreover, the expression of Insl3, which is produced by Leydig cells and is important for fetal testis descent, was unaltered. Similarly, the expression levels of the Sertoli cell markers Amh, Sox9, and Wt1 were statistically unchanged between KO and WT mice. These data indicated that the development of the germ cell and somatic cell lineages in fetal testis are not disrupted in the absence of Mafb.
MAFB in Sertoli cells is a stage-specific and induced by RA
According to our FACS analysis explained above, not all Sertoli cells express MAFB. Therefore, to identify the reason for that heterogeneous phenomenon, we performed co-immunostaining I-III, IV-VI, VII-VIII and IX-XII. We found that the expression of MAFB in Sertoli cells was not observed in stages I-VI but was highly detectable in stages VII-VIII followed by stages IX-XII (Fig 4A) . This observation was further confirmed by isolating the different seminiferous stages from mature WT mice testis followed by RNA extraction and qRT-PCR. Similarly, the mRNA level of Mafb was dramatically increased in stages VII-VIII (2.58±0.07-fold) followed by stages IX-XII (1.32±0.11-fold) (Fig 4B) . Mafb in stages I-III and IV-VI was 0.59 ±0.03-fold and 1.00±0.18-fold, respectively. These data indicate that Mafb expression in Sertoli cells is stage specific. Next, because it is that stages VII-VIII are the stages in which A aligned spermatogonia transform into A1 under the control of RA [31] [32] [33] [34] [35] [36] , we examined whether Mafb is induced by RA synthesized in Sertoli cells. For this purpose, primary Sertoli cells were isolated and cultured in serum-free medium for 4 days followed by stimulation with RA at day 5. The expression changes in Mafb were quantified by qRT-PCR. The data revealed that the Mafb expression level was increased significantly by RA compared to that in control cells (Fig 4C) . Altogether, Mafb showed the highest expression during stages VII-VIII, and the expression was increased by RA treatment in cultured Sertoli cells.
Generation of Mafb conditional KO mice
We generated a tamoxifen-induced time-dependent deletion of conditional Mafb alleles. First, mice carrying floxed alleles of Mafb (Mafb fl/fl ) were generated and then crossed with mice expressing Cre-ER™ recombinase (CAG-CreER™), which was driven by the chicken β-actin promoter and ubiquitously expresses the inducible Cre recombinase gene in all cell types [37] .
After two generations, we obtained mice carrying both Mafb floxed alleles and one copy of the Cre-ER™ transgene (Mafb Fig 5A) . To determine the efficiency of the Cre deleter line used, we crossed CAG-CreER™ driver mice with double-fluorescent Cre reporter mice R26GRR (ROSA26
CAG-GFP/tdsRed
) that express GFP fluorescence constitutively in all cell types prior to Cre-mediated excision and tdsRED after excision [21, 22] . The resulting male offspring were genotyped, and double heterozygous mice carrying GRR and Cre recombinase were then injected with tamoxifen at 6 weeks age. Two weeks later, the expression of green or red fluorescence in the testes was analyzed under a fluorescence microscope. Sections of the testes switched from green to red fluorescence, indicating that Cre-ER™ was efficient (Fig 5B) . Next, to check the ablation of Mafb in the cKO mice, six-week-old mice were intraperitoneally injected with tamoxifen, and timecourses of Mafb excision from tail DNA were examined at post tamoxifen injection days 1, 5, 10 and 15 using Mafb excision primer (Mafb Δ ). Mafb was found to be excised efficiently in adult mice starting from day 10 post-tamoxifen injection (Fig 5C) . To further confirm MAFB deletion in the testes, two weeks following tamoxifen injection, mice were sacrificed, and MAFB expression in the testes was analyzed by immunohistochemistry (IHC) and western blotting. IHC results showed that no fluorescence signals were detected in cKO testes compared with those in the controls (Fig 5D) . In addition, western blotting confirmed the absence of MAFB protein in the cKO mice testes (Fig 5E) . These results indicated that Mafb conditional alleles were successfully generated and tamoxifen induces MAFB deletion in cKO mice. 
MAFB is dispensable for spermatogenesis maintenance in adult mouse testes
At first, we aimed to investigate whether MAFB is required for initiation of spermatogenesis in neonatal mice. For this purpose, we induced MAFB deletion before spermatogonia differentiation begins by tamoxifen injection on postnatal day 1 to 3. Unexpectedly, cKO mice died soon after MAFB deletion at postnatal days 5-10 (unpublished data). In contrast, at postnatal day 45 (adult stage), all mice were alive upon MAFB deletion, indicating that MAFB deletion led to neonatal death. Therefore, we analyzed whether MAFB deficiency would result in a disruption of spermatogenesis of adult mice. For this purpose, cKO and control mice (n = 4, per group) were injected with tamoxifen at 6 weeks of age and analyzed at 3 and 8 months of age. Each single animal was sacrificed, testes were dissected and histological sections were prepared and analyzed by PAS staining. The results showed that the seminiferous tubules had no abnormal morphological structure and exhibited complete spermatogenesis at both time points examined (Fig 6A) . We then examined the absence of any testicular cell types by immunostaining with various cell type-specific markers. The results showed that the undifferentiated spermatogonia (GFRA1 + or PLZF (KIT + outside the tubule or STAR) were all present in the testicular sections from 3 and 8-month-old mice (Fig 6B) . To confirm the histological data, the expression levels of cell typespecific genes involved in spermatogenesis development and testis functions were examined in 3-and 8-month-old cKO mice compared with age-matched control mice using qRT-PCR ( Fig  6C) . The expression levels of the following germ cell marker genes were not significantly different between cKO and control mice: Nanos3, expressed by undifferentiated spermatogonia; c-Kit, expressed by differentiated spermatogonia; Sohlh1, expressed by undifferentiated and differentiated spermatogonia; Stra8, expressed by differentiated spermatogonia and preleptotene spermatocytes with the onset of mitotic/meiotic switching; and Prm2, expressed at post-meiotic by haploid spermatids. Similarly, the expression level of the Leydig cell protein Hsd3b1 involved in steroidogenic synthesis and the Sertoli cell protein Sox9 were statistically unchanged between cKO and control mice. Furthermore, we examined whether there were any differences in the proportion of seminiferous stages in 3-and 8-month-old cKO mice compared with to age-matched controls (Fig 6D) . Testis sections were stained by PAS staining and scored as explained in Materials and Methods. The data showed that the percentage of seminiferous stages at the examined ages were not significantly different. Collectively, we concluded that testicular function and spermatogenesis of the Mafb-cKO mice were apparently normal.
As MAFB is expressed in Leydig cells, we then examined if the lack of MAFB would affect the testosterone levels produced by Leydig cells, which is a mandatory hormone for spermatogenesis (Fig 7A) . Therefore, we collected blood samples and checked plasma testosterone levels from 3-and 8-month-old male cKO versus age-matched control mice (n = 4, each group). There were no changes in plasma testosterone levels in either the 3-month-old mice (cKO = 225.56±20.07 vs. control = 212.23±57.83 pg/ml (mean±SEM); P = 0.8382) or the 8-month-old mice (cKO = 132.6±19.75 vs. control = 141±19.73 pg/ml (mean±SEM); P = 0.7802). Each single animal was then tested for fertility by mating with one WT C57BL/6J female. The cKO mice were shown to be fertile, with a litter size comparable to the agematched control (Fig 7B) . The mean pup number for the 3-month-old group was cKO = 7.25 ±1.25 vs. control = 8±1.8 pups (mean±SEM; P = 0.0.6658), and the 8-month-old group was cKO = 6±0.91 vs. control = 5.75±0.85 pups (mean±SEM; P = 0.8481). The mice from 3-and 8-month-old groups were then sacrificed, testis weight was measured, and the cauda epididymis was dissected for sperm analyses. The results showed that testis weight, sperm count, sperm motility, and progressive motility were not statistically different between cKO and agematched control mice (Fig 7C-7F ). Together these data illustrate that MAFB is not required for spermatogenesis maintenance in adult mice.
Changes in the transcriptome profile of Mafb-cKO Sertoli cells
Since MAFB is a transcription factor, we were interested in examining whether the expression of the transcriptome of Sertoli cells was affected by the absence of MAFB. Sertoli cells were sorted from 3-month-old cKO as well as age-matched control mice (n = 3, each group). Total RNA was extracted from the isolated cells, and RNA samples (pooling for WT or cKO, n = 3 each) were analyzed by RNA-Seq. The purity of the isolated cells was Table 2 . The pathways with P-value <0.05 and enrichment gene count !3 of the down-and up-regulated genes were not related to reproduction. Notably, the identified down regulated genes were related to immunodeficiency and phagocytosis activity of Sertoli cells, as revealed in Table 2 .
Discussion
The present study was undertaken in an effort to define the physiological role of the Mafb gene in mammalian testes. MAFB is a transcription factor that plays an important role in regulating the development and differentiation of various tissues. A previous study of embryonic mouse gonads showed that MAFB is expressed in the XY gonads along the gonad-mesonephros border as early as E11.5 and is then restricted to Leydig cells by E14.5 [10] . Subsequent studies have used Mafb-GFP knock-in as an early marker of the Leydig cell lineage in mice [38] [39] [40] . Whether MAFB is necessary for embryonic testis morphogenesis or not is unknown. Just before birth at E18.5, we localized MAFB expression and found that MAFB is expressed in Sertoli cells in addition to being expressed in Leydig cells. However, examination of E18.5 Mafb KO embryos via somatic cell counts, histological analysis, and molecular analysis indicated that testis morphogenesis was normal. At the adult stage, it has been reported that the active metabolite of vitamin A (RA) is essential for initial differentiation and meiotic entry of mouse spermatogonia [11] . Experiments using vitamin A-deficient mice resulted in a blockade of A to A1 spermatogonia transition, and spermatogenesis could be recovered upon RA treatment [13] . More precisely, RA drives spermatogonia differentiation in two ways: the first spermatogenic wave due to RA from Sertoli cells and subsequent waves due to RA from spermatocytes [11, [14] [15] [16] [17] [18] [19] . However, the downstream targets of RA are still unknown. As the evidence that the large MAF transcription factor in Drosophila melanogaster, TJ, which encodes an orthologue of the typical bZIP transcription factors MAFB and c-MAF in vertebrates, was shown to be mandatory for germ cell differentiation in Drosophila [9] . In addition, RA was reported to induce MAFB expression and there is a robust RAR-binding site at the end of the Mafb coding region [11, 41] . Therefore, MAFB might have a conserved function between species to induce spermatogonial differentiation under the control of RA. In this regard, we found that MAFB is localized in Sertoli cells and pachytene spermatocytes in postnatal mouse seminiferous tubules, as confirmed by immunohistochemical staining and flow cytometric analyses. The expression of MAFB protein in Sertoli cells was specific to stages VII-XII but was not observed in stages I-VI, which can be explained by the low mRNA expression level of Mafb at stages I-VI. Along the same line, it is well known that stages VII-VIII, in which Mafb was highly expressed, are the stages of A aligned spermatogonia transformation into A1 under the control of RA [31] [32] [33] [34] [35] [36] . Our observations were consistent with the hypothesis that the transcription factor MAFB may take part in the regulation of the onset of the spermatogenic cycle.
To analyze this hypothesis, we generated a time-dependent deletion of Mafb alleles via tamoxifen treatment, as MAFB KO mice die by birth due to respiratory failure [42] . Surprisingly, our data revealed that adult cKO mice were fertile and did not exhibit any abnormality in testicular histology, proportion of seminiferous stages, expression levels of germ cell markers, or plasma testosterone levels, indicating that MAFB is dispensable for spermatogenesis. Similarly, GATA-1 expression in Sertoli cells, which is induced in response to the cyclical changes of seminiferous stages, specifically during stages VII-IX, was found to be dispensable for spermatogenesis as well [43, 44] . Many other examples of genes expressed in testes with dispensable function have been reported [44] [45] [46] [47] [48] [49] [50] [51] [52] [53] [54] . Several possible explanations may account for these phenomena. First, spermatogenesis is a complex process that involves many genes, and the inactivation of one gene may not be sufficient to induce a detectable phenotype [55] . Consistently, we found that both Mafb and c-Maf are expressed in postnatal testes and that c-MAF protein may compensate for the function of MAFB, as in macrophages [56, 57] . Thus, double knockout mice should be further evaluated. Second, the defects in Mafb-cKO mouse testes may be too small to be detected using the techniques employed here. A detailed ultrastructural examination of testicular tissues may be needed to confirm any minor changes in cKO mice. Third, the up-regulation of the Mafb expression started at stage VII is a dramatic response to the RA signaling that is periodically activated during stages VII-XII, and this activation alters the expression of various Sertoli cell's genes [13, 30] . Next, we aimed to investigate whether MAFB is required to establish the first spermatogenic wave in neonatal mice testis. Before the spermatogonia differentiation started, we induced MAFB deletion by tamoxifen injection on postnatal days 1 to 3. Spermatogonia are known to begin to differentiate between postnatal days 6-10 [58] [59] [60] . Unexpectedly, the cKO mice died shortly after MAFB deletion between postnatal days 5-10 and therefore could not be reliably analyzed. However, as Sertoli cells could not initiate the first spermatogenic wave in adult VAD mice until RA recovered, we hypothesized that if MAFB in Sertoli cells acts downstream of RA to initiate the first spermatogenic wave, the transcriptome profile of Mafb-cKO Sertoli cells would be affected. Thus, we analyzed the transcriptome profile of Sertoli cells by RNA sequencing. Signaling pathway analyses of the DEGs were not related to spermatogenesis. However, the down-regulated transcripts were related to immunodeficiency and phagocytosis pathways. These data could be the fourth explanation for the possible function of MAFB as a phagocytic modulator in Sertoli cells during the identified positive seminiferous stages. In this connection, it is known that during spermatogenesis half of differentiating germ cells undergo apoptosis before maturing into spermatozoa [61] [62] [63] . Since macrophages, the integral compartment of the immune system, are absent inside the seminiferous tubules, Sertoli cells that are endowed with the phagocytic properties respond to the inflammatory signals by rapid engulfment of the apoptotic germ cells within the seminiferous epithelium [63] [64] [65] [66] [67] . Further studies should clarify if MAFB, an important modulator of macrophage phagocytosis, is involved in such process in Sertoli cells [68] [69] [70] . Moreover, the possibility that MAFB might be required for initiation of the first spermatogenic wave in neonatal testis should be clarified using a Sertoli cell-specific Cre driver mouse.
Conclusions
The transcription factors MAFB and c-MAF are expressed in mouse testes. MAFB localized in Leydig and Sertoli cells in testes at E18.5 while it localized in Leydig cells, Sertoli cells, and pachytene spermatocytes in adult testes. Our current examination technique revealed that MAFB-deficient testes developed normally by E18.5, and spermatogenesis was not disrupted in adult mice. The transcriptome profile of adult cKO Sertoli cells showed the down-regulation of genes related to the immune function and phagocytosis activity of Sertoli cells. 
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